We were intrigued by the recent publication by Tang et al. (1995) describing unusual properties of 1,6-diphenyl-1,3,5-hexatriene (DPH) fluorescence intensity in dimirystoylphosphatidyl-choline (DMPC) as a function of cholesterol concentration in the phospholipid. A vast literature exists on phospholipid membrane properties viewed by DPH fluorescence parameters, reporting intensity, polarization, lifetime, and anisotropy data of the probe in phospholipids (for recent reviews see Lentz, 1995; Gratton and Parasassi, 1995) . Among other researchers, we have performed several experiments using DPH to study the properties of lipid bilayers, also in the presence of cholesterol (Fiorini et al., 1988) . Although the effect reported by Tang et al. occurs in a very narrow range of cholesterol concentration that can be easily missed, an anomalous DPH intensity behavior was not noticed by us or others.
To verify this inconsistency, we performed new experiments using DMPC vesicles labeled with DPH at cholesterol concentration from 17 to 24 mol %, where a profound dip of the DPH fluorescence intensity should occur according to Tang et al. (1995) , and reproducing all the experimental conditions described by Tang et al. (1995) . Our results are shown in Fig. 1 , where the data from Tang et al. are also superimposed. Our results show a constant value of the DPH fluorescence intensity. We also measured DPH intensity decay in the same samples, and the data were analyzed using a model of two distributed lifetime components (Parasassi et al., 1991) . The decay parameters do not show anomalous behavior versus cholesterol concentration (Fig. 1) .
In our opinion, the hypothesis of a regular distribution of cholesterol in the bilayer matrix at peculiar concentrations is quite interesting. Several recent papers reported evidences for such superlattice organizations of guest molecules in phospholipid membranes (Tang and Chong, 1992; Chong, 1994) . We reported intensity (Parasassi et al., 1994) and generalized polarization is not affected by the presence of cholesterol (Fig. 1) . A membrane structure where most DPH molecules are quenched is difficult to imagine. Water is a well established quencher for DPH in the membrane and is the only possible quenching agent in the Tang et al. experiments. However, DPH in the presence of water develops a short lifetime component of -1 ns, rather than being completely quenched . Because of the magnitude of the effect reported, water should permeate the bilayer. To calibrate the magnitude of intensity changes, consider the variations of DPH intensity and lifetime values during the phospholipid phase transition, which are --15% (Fiorini et al., 1988; Parasassi et al., 1984) . The gel to liquid-crystal transition involves major changes in the membrane organization and water penetration. Based on the changes reported by Tang et al., the 20 mol % cholesterol concentration should introduce in the bilayer even greater perturbation (in regard to DPH location and water penetration) than the gel to liquid-crystal phase transition. From a methodological point of view, an important procedural question was, in our opinion, overlooked. To evaluate cholesterol effect, only the variation of fluorescence intensity in the individual samples was measured. Actually, other papers reporting studies on regular molecular arrangements are also based only on fluorescence intensity data (Chong, 1994) . The excimer/monomer ratio measurements of pyrene-PC (Tang and Chong, 1992; Chong, 1994 ) also depend on absolute concentrations. The reproducibility of intensity-based measurements is questionable, because of individual variability in sample preparation. In the data reported in this letter (Fig. 1) eralized polarization measurements of 2-dimethylamino-6-lauroylnaphthalene, which are ratiometric . Moreover, our data report a relatively small effect in comparison with that caused by phospholipid phase transition. In our interpretation, when regular molecular arrangements are formed because of cholesterol regular distribution, water concentration decreases rather than increases as suggested by the intensity quenching shown by Tang et al. (1995) . DPH fluorescence quenching could also be due to DPH release to the solvent when regular arrangements occur. Given the hydrophobicity of DPH, this hypothesis is hard to believe. Other explanations for the decrease of DPH intensity are also difficult to believe, such as the proposed "geometrical quenching" by Tang et al. (1995) . DPH molecules are far apart from each other, the molecular ratio with phospholipids being of 1:1000. A different packing of the bilayer due to regular arrangements at specific cholesterol concentrations cannot cause quenching of the DPH molecules, because at that distance, DPH molecules are noninteracting. Moreover, in a well packed membrane such as a single phospholipid in the gel phase, DPH is strongly fluorescent. We suggest that the dips reported by Tang et al. (1995) are due to artifacts of the sample preparation. We believe that regular molecular arrangements due to guest molecules in the bilayer, such as pyrene-PC and cholesterol, can exist and can be of biological relevance, but their presence should not modify DPH fluorescence intensity to the extent reported by Tang et al. (1995) .
